The mechanisms by which prostaglandin F2>. (PGF2a) can cause contractions at constant intracellular Ca' were investigated by the direct measurement of force from single saponin-permeabilized smooth muscle cells from the ferret aorta. The size of PGF2, contractions did not change between pCa 9.0 and pCa 6.6. The remainder of the experiments were carried out at pCa 7.0. At pCa 7.0, PGF2,a induced sustained force in a dose-dependent manner, reaching a maximum (2.61+0.20 MN, n=14) 
C alcium-dependent myosin light chain (MLC) phosphorylation has clearly been shown to represent a major pathway for regulation of contractile force in vascular smooth muscle.' However, several lines of evidence indicate that certain agonistinduced contractions can occur with little or no change in the intracellular free Ca2`concentration ([Ca"j+) or in the MLC phosphorylation level. [2] [3] [4] [5] The phenylephrine-induced contraction that occurs in ferret aorta at constant [Ca2+ji has been reported to be the result of activation of a Ca2+-independent isomer of protein kinase C (PKC). 
Materials and Methods Tissue Preparation
Male ferrets were anesthetized using chloroform. All procedures were performed in accordance with protocols approved by the Institutional Animal Care and Use Committee. Thoracic aortas were removed and transferred to a physiological saline solution. Strips (2.0-3.0x7.0-8.0) were prepared to record the tension from intact muscle, and the tensions were recorded as previously described. 9 The physiological saline solution con-tained (mM) NaCI 120, KCl for ferret aorta cells (pCa 7.0).17 As shown in Figure 1A , 100 ,M PGF20 provoked a gradual but sustained contraction at constant Ca2. The average maximum force and time to the maximum force were 2.61±0.20 ,xN (n= 14) and 9.7±2.1 minutes (n= 14), respectively. The lower tracing ( Figure 1B ) shows a control recording over a comparable interval to illustrate that the drift of the transducer was negligible over the course of the recordings. Also, the effect of addition of the same volume of the diluent was tested, and it caused no significant effect on force (data not shown). As is shown in Figure 2A , the response to PGF2a at pCa 7.0 was concentration dependent and reached a maximum by (Figures 3B and 3D ). There was also an effect of these inhibitors to decrease the basal tone in these cells, but it was smaller in magnitude than the inhibition of the PGF2a contraction (see below).
In Figure 4 , we show the statistical analysis of the average data from experiments such as illustrated in Figure 3 . Figure 4 shows the average time course of the responses. In approximately 10 minutes, the PGF2a (100 20 We investigated the effect of microcystin-LR itself on basal intrinsic tone at pCa 7.0. Microcystin-LR (1 ,uM) evoked a gradual but sustained contraction ( Figure 5A ). On average, 1 ,uM microcystin-LR alone evoked 1.52 ±0.21 p.N (n=6) of force at pCa 7.0, and the time to its maximum force was 16.5 ±3.8 minutes (n =6) ( Figure  6 ). In contrast, 100 nM microcystin-LR evoked 0.36±0. 26 ,uN (n=6) , and the time to its maximum force was 19.7±4.1 minutes (n=6). 
